millieus (Twining, 1994) . Physical subcellular compartmentalisation is also utilised to regulate 85 protease activity (Brix et al., 2013) . Proteases may exist in soluble intracellular, membrane-bound, or 86 extracellular forms. As proteases generally have numerous substrates, regulating substrate 87 localization or accessibility will also serve to modulate activity (Schauperl et al., 2015) . Furthermore, 88 post-translational modifications such as phosphorylation, N-or O-linked glycosylation or GPI-anchor 89 addition may not only affect protein structure and stability, but also impact on substrate interaction 90 and binding affinity (Goettig, 2016) . All these factors further add to the complexity of the 91 mechanisms regulating protease activity. In this study, we address the biosynthesis and post-92 translational modification of invadolysin.
93
The first evidence for a diffusible protease was demonstrated using a tadpole explant that 
360
We anticipate that the study of invadolysin in the extracellular milieu will continue to yield novel 361 insights into this conserved metalloprotease. 
414
The 0.5 ml tube was placed in a 1.5 ml Eppendorf tube containing the 100 µl EBR solution. The tubes
415
were spun for 20 seconds at 300 x g to collect hemolymph. Hemolymph was separated into plasma 
